SUPPLEMENTAL FIGURES Figure S1 Related to Figure 1. Distinct in vivo roles of Pipsqueak isoforms in tumorigenesis and specificity of the Psq total and the Psq L isoform-specific antisera (A) Diagram of the Psq protein long and short isoforms and gene structure. The organization of the psq locus and the exons encoding the BTB domain (blue exon) and the DNA-binding HTH (red exons) domain are depicted. Gain (psq GS88A8 ) and loss of function mutations that cause isoform specific-knockout (psq rev9 , psq rev7 , psq rev2 , psq F112 and psq EP2011 ) and mutations affecting both isoforms (psq rum and psq rev12 ) are depicted above. Psq isoforms containing or lacking the BTB domain are generated by alternative use of three promoters (P1, P2, and P3) and alternative splicing. Mature spliced long Psq L (1064 aa) and short Psq S (645 aa) isoforms and protein domains are shown below. The position of epitopes recognized by Psq antibodies are indicated. Note that the Psq S isoforms are fully contained within the BTB-containing Psq L isoforms.
(B) The specificity of Psq isoform function is assayed in the Drosophila eye cancer paradigm (Ferres-Marco et al., 2006) . Under the ey-Gal4 transgene, the contribution of BTB-and non-BTB isoforms to tumorigenesis are tested using isoform-specific transgenes (UAS-Psq L and UAS-Psq S ). psq knockdown is done using an interference RNA targeting a common region (UAS-Psq-IR). (C) Expression of BTB-containing transcripts analyzed using qPCR in flies expressing Psq isoform-specific transgenes, the gene search insertion (GS) GS888A8 (psq GS88A8 ) with UAS sequences, and psq GS88A8 in combination with Psq S transgenes driven by ey-Gal4. (D) The specificity of the Psq total antibody is tested in control wing imaginal discs expressing the UAS-Psq-IR transgene under control the of MS1096-Gal4. Wing discs on the left show UAS-GFP (green) driven by MS1096-Gal4. Quantification of Psq total fluorescence signals and DAPI (blue) was done using ImageJ. The specificity of the Psq L antibody is tested in control wing imaginal discs expressing the UAS-Psq L transgene under control the of dpp-Gal4. Left wing disc show UAS-GFP (green) driven by dpp-Gal4. Quantification of fluorescence signal for Psq L (red) and GFP (green) within the stripe of dpp-Gal4 and outside (Gal4 off) was performed using ImageJ. Student t-test, **** p<0.0001.
(E) Left: Western blot detection of both Psq isoforms with anti-Psq tot antibody before and after dsRNA knock-down of both isoforms. Right: Western blot detection of Psq isoforms using chromatin preparations obtained during the ChIP-seq procedure. The Psq L antibody recognizes specifically a major band of the appropriate size (150 kDa), whereas the Psq total antibody recognizes two major bands of the expected sizes (150 kDa and 75 kDa, respectively). Table S1. Summary of read numbers from ChIP-seq. Related to Figure 1, Figure 2, 
